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FIG. 1A 



Nucleotide sequence o£ EOS (SEQ.ID.NOI) 

CX:ACXXX3TCCGACC^«3AGT(XAAGa^ 

AAQACAGAATG3^GAGGGGITTTCCTGTCTCC^ 

CTOGGACnCAGGGAAGGAAGTCT^ 

TTCGGGGCCGGGATGGCCGGGACGGAGAGTGGCCGTGGCAGGCGAGCATC 

GGGCACACGTGTGCGGGGGGTOSCTCATCGCCCCCCAGTGGGTGCTG^ 

GCTTCCCCAGGAGGGCACnGCCAGCTGAGTACCGCGTGCG^^ 

GCTca^a:?ioxcccxx:ACGCTC^^ 

actccx3aggacggggccxx3cc3gcx3acctggcac^^ 

tgagcxxnh330gtccaa(xcgtc^^ 

caccatgccx3qgtcacc03ctggggcagccn<^^ 

gaccxxtacaaggagtaagggtgccgcroctggac^^ 

acgtgggcgcggacgtgccccaggctgagcgcattgtgctgcctgggag 

gctacccccagggccacaaggacgcctgccagggtgattc^^ 

tgcagtctgggagctgggtcx:tggtgggcgtggtgagctgg^ 

(xaaccgtccaggggtctacaccagtgtggccacat^^ 

tcactictaatgctagccggtgaggctgaa^^^ 

ccxasttcatccaggcacctgcctatac^ 

cn!aaaaaagctaaagg(xacxxx3^cxx:ca(xcacx^^ 

GGGGATCACC3^GCTCTGACTCCACCAACOT 

agtcacactccccactcccttcctggcttgtatttactt^ 
gggcgcaaggcacgcagtgatgggcaaaccaattgctgccc^ 
ctititcnggagaz^tcagat^^ 
catagctggcttksaggaa^cxsggga^ 

CAGCCX3GCAGGGAATCGGAACX:crcAGACCCA^^ 

ACCCTGAAGGAGCTGGGAAGTAAGTTCTTC 

AATCCCTTCATTTCS^OTAAAGAGACCCTAAG^^ 

CCTACAAAGTTGTGACTTAATAAATGTGTGCTTTAAGCTGCCAAAAAAAAAAA 
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FIG. IB 



Amino Acid sequence of EOS protease (SEQ.ID.NO* :7) 



Met Arg 
Leu Val 
Ser Ala 
lie Val 
Pro Trp 
Val Cys 
Leu Thr 
Pro Ala 
Leu Gly 
Val Arg 
Asp Gly 
Arg Arg 
Val Cys 
Gly Thr 
Arg Pro 
Gin Gly 
Cys Asp 
Gin Ala 
Ala Gly 
Gly Asp 
Gly Ser 
Lys Gly 
Thr Ser 
Arg Val 



Gly Val 
Leu Gly 
Ala Cys 
Gly Gly 
Gin Ala 
Gly Gly 
Ala Ala 
Glu Tyr 
Ser Thr 
Arg Val 
Ala Arg 
Pro Val 
Leu Pro 
Pro Cys 
Gly Val 
Val Arg 
Gly Leu 
Glu Arg 
Tyr Pro 
Ser Gly 
Trp Val 
Cys Ala 
Val Ala 
Thr Ser 



Ser Cys 
Ala Ala 
Gly Gin 
Arg Asp 
Ser lie 
Ser Leu 
His Cys 
Arg Val 
Ser Pro 
Leu Leu 
Gly Asp 
Pro Leu 
Val Pro 
Arg Val 
Pro Leu 
Val Pro 
Tyr His 
lie Val 
Gin Gly 
Gly Pro 
Leu Val 
Leu Pro 
Thr Tyr 
Asn Ala 



Leu Gin 
Gly Thr 
Pro Arg 
Gly Arg 
Gin His 
lie Ala 
Phe Pro 
Arg Leu 
Arg Thr 
Pro Pro 
Leu Ala 
Ser Ala 
Gly Ala 
Thr Gly 
Pro Glu 
Leu Leu 
Val Gly 
Leu Pro 
His Lys 
Leu Thr 
Gly Val 
Asn Arg 
Ser Pro 
Ser Arg 



Val Leu 

Gin Gly 
Met Ser 
Asp Gly 
Pro Gly 
Pro Gin 
Arg Arg 
Gly Ala 
Leu Ser 
Asp Tyr 
Leu Leu 
Arg Val 
Arg Pro 
Trp Gly 
Trp Arg 
Asp Ser 
Ala Asp 
Gly Ser 
Asp Ala 
Cys Leu 
Val Ser 
Pro Gly 
Trp lie 



Leu Leu 
Arg Lys 
Ser Arg 
Glu Trp 
Ala His 
Trp Val 
Ala Leu 
Leu Arg 
Val Pro 
Ser Glu 
Gin Leu 
Gin Pro 
Pro Pro 
Ser Leu 
Pro Leu 
Arg Thr 
Val Pro 
Leu Cys 
Cys Gin 
Gin Ser 
Trp Gly 
Val Tyr 
Gin Ala 
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FIG. 2 
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FIG. 4 A 



EcoRI 

GAAnCACCACCATGGACAGC/\/\AGGnCGTCGCAGAAATCCCGCCTGCT 

1 1 H H H H 50 

CTTAAGTGGTGGTACCTGTCGTTTCCAAGCAGCGTCTTTAGGGCGGACGA 
jMDSKGSSQKSRLL 

' Prolactin Signal Sequence 

CCTGCTGCTGGTGGTGTCAAATCTACTCTTGTGCCAGGGTGTGGTCTCCG 
51 1. 1. H h H 100 

GGACGACGAGCACCACAGTrTAGATGAGAACACGGTCCCACACCAGAGGC 
L LLVVSNLLLCQGVVS ■ 

Prolactin Signal Sequence 

Not I 

ACTACAAGGAGGACGACGACGTGGAGGCGGCCGCTCTTGCTGCCCCCTTT 

101 + + + h + 150 

TGATGTTCCTGCTGCTGCTGCACCTGCGCCGGCGAGAACGACGGGGGAAA 
DYKDDDDV|DA|AALAAPF 

FLAG ' ' EK Pro 

Xbal 

GATGATGATGACAAGATCGTTGGGGGCTATGCTCTAGAGGACGGAGAGTG 

151 H 1 i H + 200 

CTACTACTACTGTTCTAGCAACCCGCGATAGGAGATCTCCTGCCTCTCAC 
DDDDKI VGGYA.LEDG.EW 

EKPro ' ' 
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FIG. 4B 



GCCGTGGCAGGCGAGCATCCAGCATCCTGGGGCACACGTGTGCGGGGGGT 
201 + H H H h250 

CGGCACCGTCCGCTCGTAGGTCGTAGGACCCCGTGTGCACACGCCCCCCA 
PWQASIQHPGAHVCGG 

Protease EOS.CDS 



CGCTCATCGCCCCCCAGTGGGTGCTGACAGCGGCGCACTGCTTCCCCAGG 

251 + + + + H 300 

GCGAGTAGCGGGGGGTCACCCACGACTGTCGCCGCGTGACGAAGGGGTCC 
SLIA PQWVLTAAHCFPR 

Protease EOS.CDS 



AGGGCACTGCCAGCTGAGTACCGCGTGCGCCTGGGGGCGCTGCGTCTGGG 
301 + + + H ^350 

TCCCGTGACGGTCGACTCATGGCGCACGCGGACCCCCGCGACGCAGACCC 
RALPAEYRVRLGA LRLG 

Protease EOS.CDS 



CTCCACCTCGCCCCGCACGCTCTCGGTGCCCGTGCGACGGGTGCTGCTGC 
351 + 1 + + 400 

GAGGTGGAGCGGGGCGTGCGAGAGCCACGGGCACGCTGCCCACGACGACG 
STSPRTLSVPVRRVLL 

Protease EOS.CDS 



7/17 



FIG. 4C 



CCCCGGACTACTCCGAGGACGGGGCCCGCGGCGACCTGGCACTGCTGCAG 

401 + + + + +450 

GGGGCCTGATGAGGCTCGTGCCCCGGGCGCCGCTGGACCGTGACGACGTC 
PPDYSEDGARGDLALLQ 

Protease EOS. CDS 



CTGCGTCGCCCGGTGCCCCTGAGCGCTCGCGTCCAACCCGTCTGCCTGCC 

451 + + + 1- + 500 

GACGCAGCGGGCCACGGGGACTCGCGAGCGCAGGnGGGCAGACGGACGG 
LRRPVPLSARVQPVCLP 

Protease EOS. CDS 



CGTGCCCGGGGCCCGCCCGCCGCCCGGCACACCATGCCGGGTCACCGGCT 

501 + + + H +550 

GCACGGGCCGCGGGCGGGCGGCGGGCCGTGTGGTACGGCCCAGTGGCCGA 
VPGARPPPGTPCRVTG 

Protease EOS. CDS 



GGGGCAGCCTCCGCCCAGGAGTGCCCCTCCCAGAGTGGCGACCGCTACAA 

551 + + 1 H h600 

CCCCGTCGGAGGCGGGTCCTCACGGGGAGGGTCTCACCGCTGGCGATGn 
WGSLRPGVPLPEWRPLQ 



Protease EOS.CDS 
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FIG. 4D 



ggag™gggtgccgctgctggactcgcgcacctgc6acggcctctacca 

601 + h + 1- + 650 

CCTCATTCCCACGGCGACGACCTGAGCGCGTGGACGCTGCCGGAGATGGT 
GVRVPLLDSRTCDGLYH 

Protease EOS. CDS 



CGTGGGCGCG6ACGTGCCCCAGGCTGAGCGCATTGTGCTGCCTGGGAGTC 

651 + + + + +700 

GCACCCGCGCCTGCACGGGGTCCGACTCGCGTAACACGACGGACCCTCAG 
VGADVPQAERIVLPGS 

Protease EOS. CDS 



TGTGTGCCGGCTACCCCCAGGGCCACAAGGACGCCTGCCAGGGTGATTCT 

701 + H + + + 750 

ACACACGGCCGATGGGGGTCCCGGTGTTCCTGCGGACGGTCCCACTAAGA 
LCAGYPQGHKDACQGDS 

Protease EOS.CDS 



GGGGGACCTCTGACCTGCCTGCAGTCTGGGAGCTGGGTCCTGGTGGGCGT 
751 + + H H +800 

CCCCCTGGAGACTGGACGGACGTCAGACCCTCGACCCAGGACCACCCGCA 

GGPLTCLQSGSWVLVGV 

Protease EOS.CDS 
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FIG. 4E 



GGTGAGCTGGGGCAAGGGTTGTGCCCTGCCC/VACCGTCCAGGGGTCTACA 

801 h H + + +850 

CCACTCGACCCCGTTCCCAACACGGGACGGGTTGGCAGGTCCCCAGATGT 
V SWGKGCA L PNR PGVY 

Protease EOS. CDS 



CCAGTGTGGCCACATATAGCCCCTGGATTCAGGCTCGCGTCACTTCTAAT 

851 + ^ 1- + + 900 

GGTCACACCGGTGTATATCGGGGACCTAAGTCCGAGCGCAGTGAAGATTA 
TSVATYSPWIQARVTSN 

Protease EOS.CDS 

Xba I 

GCTTCTAGATACCCCTACGATGTGCCCGAnACGCCGCTAGACATCACCA 
901 + H 1 + + 950 

CGAAGATCTATGGGGATGCTACACGGGCTAATGCGGCGATCTGTAGTGGT 
ASRYPYDVPDYAARHHH 

1 i HA/HIS-TAG 

Not I 

TCACCATCACTAGCGGCCGCTTCCCTTTAGTGAGGGTTAATGCTTCGAGC 
951 + 1 + + 1. 1000 

AGTGGTAGTGATCGCCGGCGAAGGGAAATGACTCCCAAnACGAAGCTCG 
H H H * I _______ 



10/17 



FIG. 4F 



AGACATGATAAGATACATTGATGAGTTTGGACAAACCACAACTAGAATGC 

1001 H h ^ A + 1050 

TCTGTACTATTCTATGTAACTACTCAAACCTGITTGGTGTTGATCTTACG 

SV40 Late pA 

AGTGAAAAAAATGCTTTATTTGTGAAATnrGTGATGCTAnGCnTATTT 
1051 + + + + +1100 



SV40 Late pA 

GTAAGCATTATAAGCTGCAATAAACAAGTT 

1101 + + +1130 

CATTGGTAATATTCGACGTTATTTGTTCAA 
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FIG. 5 



r 



EK: 
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FIG. 6 

Protease Activity of EOS 

I I H-D-Pro-HHT-Arg-pNA 

H-D-Lys(CBO)-Pro-Arg-pNA 



KWWl H-DL-Val-Leu-Arg-pNA 



0.100 



0.075 - 



Specific Activity q q^q 
(nmol pNA/min/ug protein) 



0.025 - 



0.000 
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FIG. 8 

A 

Localization of EOS protein (top) and mRNA (bottom) 
in iiuman spieen, iung, and colon 



Spleen: Lung: Colon: 
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FIG. 9 



Double immunofluorescencw (IF:IF) of 
EOS and macrophage marker:CD68 




EOS in human colon CD68 In human colon 
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FIG. 10 



Up-regulation of EOS protein by PMA in U937 cells 
Untreated U937 cells: 



Vimentin EOS CD68 
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